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CHEMICAL 
APPLICATION 
3 6 8 Figure (s) . 
DESCRIPTION OF FIGURES: 
FIGS. 1A and IB shows the nucleic acid (SEQ ID NOS : 1 and 3) and amino acid 
(SEQ ID NOS: 2 and 4) sequences of light chain and heavy chain variable regions 
of H36.D2.B7 with hypervariable regions (CDRs or 

Complementarity Determining Regions) underlined (single underline for nucleic 

acid sequences and double underline for amino acid sequences) . 

FIG. 2 shows association (Ka) and disassociation (Kd) constants of anti 

-tissue factor antibodies as determined by ELISA 

or BIACore analysis. 

FIG. 3 shows inhibition of TF:VIIa complex mediated FX activation by 
pre -incubation with anti-tissue factor 
***antibodies . *** 

FIG. 4 shows inhibition of TF/VIIa activity toward the FVIIaspecif ic substrate 
S-2288 by anti-tissue factor antibodies 



FIG. 5 shows the capacity of the H36 antibody to increase prothrombin 
time (PT) in a TF-initiated coagulation assay. 

FIGS . 6A and 6B graphically show the relationship between FXa formation and 
molar ratio of the H36.D2 antibody and rHTF . FIG. 6A: H36 

-D2 was pre -incubated with the FT: Vila complex prior to adding FX. FIG. 6B*. 

***H36.*** D2, TF:VIIa and FX were added simultaneously. 

FIG. 7 shows inhibition of TF:VIIa activity by the H36.D2 antibody in 

a J-82 cell activation assay. 

FIGS. 8A and 8B are representations of dot blots showing that the H36 
.D2 antibody binds a conformational epitope on rhTF, Lane 1 -native rHTF, Lane 
2 -native rhTF treated with 8M urea, Lane 3 -native rHTF treated with 8M urea and 
5 mM DTT . In FIG. 8A, the blot was exposed for approximately 4 0 seconds, 
whereas in FIG. 8B, the blot was exposed for 120 seconds. 

AB The invention includes antibodies that provide superior anticoagulant 

activity by binding native human TF with high affinity and specificity. 
Antibodies of the invention can effectively inhibit blood coagulation in 
vivo. Antibodies of the invention can bind native human TF, either alone 
or present in a TF-.VIIa complex, effectively preventing factor X binding 
to TF or that complex, and thereby reducing blood coagulation. Preferred 



antibodies of the invention specifically bind a conformational epitope 
predominant to native human TF, which epitope provides an unexpectedly 
strong antibody binding site. 
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Antibody-dependent cellular cytotoxicity and antibody 
dependent cellular phygocytosis of breast cancer cells 
mediated by anti-tissue factor monoclonal antibodies. 
Wen, Jinghai [Reprint author] ; Jiao, Jin-An [Reprint 
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print . 

Meeting Info.: Annual Meeting of the Federation of American 
Societies for Experimental Biology on Experimental Biology 
2001. Orlando, Florida, USA. March 31 -April 04, 2001. 
CODEN: FAJOEC. ISSN: 0892-6638. 
Conference; (Meeting) 

Conference; Abstract; (Meeting Abstract) 
English 

Entered STN: 3 0 May 2001 
Last Updated on STN: 19 Feb 2002 
Tissue factor (TF) , an initiator of the extrinsic coagulation cascade, is 
expressed in a variety of tumor cells and plays an important role in tumor 
metastasis and progression. We have developed and produced an anti -human 
TF monoclonal antibody (H36) , which has high affinity for human TF and 
potently inhibits TF function. A chimeric form (cH36) of 
H3 6 was constructed by fusing the Fc domain of the human IgGl with 
the variable regions of the murine anti-TF 

antibody and expressed in a mammalian system with an aim to 
investigate the effects of these antibodies on human tumor growth in 
and in vivo. Results have indicated that both H36 and cH36 are able 
lyse TF positive breast cancer cells, such as MDA-MB-231, in 
antibody-dependent cellular cytotoxicity (ADCC) and antibody- dependent 
cellular phygocytosis (ADCP) assays. Animal studies also demonstrated 
that the H3 6 antibody is very effective against metastasis of human 
melanoma in nude mice. These data suggest that anti-TF antibody could be 
an effective anti -tumor agent in human immunotherapy. 
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Patent Application - First Publication 
CHEMICAL 
APPLICATION 
36 8 Figure (s) . 
DESCRIPTION OF FIGURES: 
FIGS. 1A and IB shows the nucleic acid (SEQ ID NOS : 1 and 3) and amino acid (SEQ 
ID NOS: 2 and 4) sequences of light chain and heavy chain variable regions of 
***H36.*** D2.B7 with hypervariable regions (CDRs or 

Complementarity Determining Regions) underlined (single underline for nucleic 

acid sequences and double underline for amino acid sequences) . 

FIG. 2 shows association (Ka) and disassociation (Kd) constants of anti 

-tissue factor antibodies as determined by ELISA 

or BIACore analysis. 

FIG . 3 shows inhibition of TF:VIIa complex mediated FX activation by 
pre -incubation with anti-tissue factor 
***antibodies . *** 

FIG. 4 shows inhibition of TF/VIIa activity toward the FVIIaspecif ic substrate 
S-2288 by anti-tissue factor antibodies 



FIG. 5 shows the capacity of the H36 antibody to increase prothrombin 
time (PT) in a TF-initiated coagulation assay. 

FIGS. 6A and 6B graphically show the relationship between FXa formation and 
molar ratio of the H36.D2 antibody and rHTF . FIG. 6A: H3 6 

.D2 was pre-incubated with the FT: Vila complex prior to adding FX. FIG . 6B : 

***H36.*** D2, TF;VIIa and FX were added simultaneously. 

FIG. 7 shows inhibition of TF:VIIa activity by the H36.D2 antibody in 

a J-82 cell activation assay. 

FIGS. 8A and 8B are representations of dot blots showing that the H36 
.D2 antibody binds a conformational epitope on rhTF. Lane 1 -native rHTF, Lane 
2 -native rhTF treated with 8M urea, Lane 3 -native rHTF treated with 8M urea and 
5 mM DTT. In FIG. 8A, the blot was exposed for approximately 4 0 seconds, 
whereas in FIG. 8B, the blot was exposed for 12 0 seconds. 

AB The invention includes antibodies that provide superior anticoagulant 

activity by binding native human TF with high affinity and specificity. 
Antibodies of the invention can effectively inhibit blood coagulation in 
vivo. Antibodies of the invention can bind native human TF, either alone 
or present in a TF:VIIa complex, effectively preventing factor X binding 
to TF or that complex, and thereby reducing blood coagulation. Preferred 
antibodies of the invention specifically bind a conformational epitope 



predominant to native human TF, which epitope provides an unexpectedly 
strong antibody binding site. 



